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synthase (NOS), and it thus governs the production of NO during containing 1000, 2000, and 4000 uM of L-Arg. 10 U/ml of IFNy was PR
different disease states including cancer. L-Arg metabolism has added to each well at 48 h. and cultured for additional 24 h. - e o o e N
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mechanism In cancer, including renal cell carcinoma. L-Arg can be protein by immunoblot and NOS2 activity by Griess (nitrite formation).| "*E=zmom T Figure 4. (A).Westem blot showing NOS2
metabolized in two primary pathways: conversion of L-Arg into L- S tant llected dav durina the lenath of th T e mmzom - eoowr | protein (upper panel). Renca cells were
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ornithine (L-Orn) and urea by arginase (ARG) and conversion of experiments, which were used to determine L-Arg and L-citrulline levels| T, absence or presence of IFNy for 48 h.
L-Arg Into L-citrulline and nitric oxide (NO) by inducible nitric by HPLC. o : Nitrites were measured by Griess (lower
oxide synthase (NOS2). The presence of ARG has been shown to - panel). (B) Cytotoxic effect in Renca cells
: : : cultured in 2000 uM of L-Arg plus IFNy.
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production of NO by NOS2 has been shown to limit tumor growth A B N
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In the murine renal cell carcinoma cell line Renca, the expected £ 1000- =
production of NO was not seen In response to IFNy. It has been > ? 7504 T E T
shown by Western blotting that the NOS2 protein was completely g_" =S 4 5009 | S %"
absent in these cells when L-Arg availability was decreased, $e " o 250 |
whereas NOS2 mRNA expression was not inhibited under these SE o 1000 M 2000 oM 0-—500 YT
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C(_)ndltlons- It ha_S al_SO been demonstrated that ARG activity Is < Figure 5. (A) Extracellular L-arginine and (B) L-citrulline levels in culture supernatants
higher than baseline in Renca cells. We believe that the overactive "~ Renca __ CL-19 Y Renca  CLA9 measured by HPLC. As expected, NOS2 activity and protein expression in Renca cells is
ARG disrupts NOS2 function by depleting L-Arg levels and governed by arginine transported into the cell from the extracellular medium. Values for L-
causing what is known as the “arginine paradox.” This paradox gigure % (,tA) Bgse :ne frottein exprestsign gnci chtir\]/itg' 11:‘tor ARGfZ alrl1d (ItB) I:IOSZ. arginine and L-citrulline are expressed by mean + SE from three different experiments.
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OCCUI‘S_ when extracellular Ievgls of L-Arg are depleted (regardless tested by Western Blot and enzymatic assay. Significant differences in ARG2 and CO N C I LS O N S
of the intracellular level), leading to decreased levels of NOS2. The NOS2 (P=0.001) expression and activity is observed.
exact mechanism behind this has yet to be elucidated. Determining ” ; ; ;
this mechanism, as well as investigating the potential role of . :;Bllttljrlegaitr?r;ga\i/\; (t:r:)?]tt;?nirﬁsul%%geg/ﬁfilIZrNOSZ IS not expressed when
glutamine in the polyamine pathway, are future goals of this 4000 —=— 1000 uM 2. L-Arg concentrations overgloOO uI\/I re ulategt.he expression of NOS2 in
project. We hypothesize that In ARG2 expressing Renca cells, the N - = 2000 uM | Rencg cells, showing a proof of cgnce tgof the role mr‘) L-Arg availability in
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